Synthesis of hydroxyapatite (HA) through sol-gel process in different solvent systems is reported. Calcium nitrate tetrahydrate (CNTH) and diammonium hydrogen phosphate (DAHP) were used as calcium and phosphorus precursors, respectively. Three different synthesis reactions were carried out by changing the solvent media, while keeping all other process parameters constant. A measure of 0.5 M aqueous DAHP solution was used in all reactions while CNTH was dissolved in distilled water, tetrahydrofuran (THF) and N,N-dimethylformamide (DMF) at a concentration of 0.5 M. Ammonia solution (28-30%) was used to maintain the pH of the reaction mixtures in the 10-12 range. All reactions were carried out at 40 ± 2°C for 4 h. Upon completion of the reactions, products were filtered, washed and calcined at 500°C for 2 h. It was clearly demonstrated through various techniques that the dielectric constant and polarity of the solvent mixture strongly influence the chemical structure and morphological properties of calcium phosphate synthesized. Water-based reaction medium, with highest dielectric constant, mainly produced β-calcium pyrophosphate (β-CPF) with a minor amount of HA. DMF/water system yielded HA as the major phase with a very minor amount of β-CPF. THF/water solvent system with the lowest dielectric constant resulted in the formation of pure HA.
Introduction
Hydroxyapatite [Ca 5 (PO 4 ) 3 OH] (HA), also denoted as [Ca 10 (PO 4 ) 6 (OH) 2 ] in order to show the hexagonal crystal unit cell consisting of two entities, is an important and extensively studied material because of its wide range of applications, especially in the biomedical field [1] . HA is a naturally occurring mineral found in rocks and is a major constituent of teeth and bones [2, 3] . HA, which constitutes about 70% of human bone by mass, has gained 40 drops min -1 Ca/P ratio of 1.67 scheme 2 scheme 3 Figure 1 . Schematic of the reaction schemes followed in calcium phosphate synthesis through sol-gel process.
Methods

Calcium phosphate synthesis
Calcium phosphate synthesis was carried out using a sol-gel method reported earlier [36, 37] , with minor variations. Three different synthetic procedures were followed as presented in figure 1 . DAHP was dissolved in distilled water in all reaction schemes, while CNTH was dissolved in distilled water (figure 1, scheme 1), THF (scheme 2) and DMF (scheme 3). All other reaction parameters such as temperature, time, addition rate, washing cycles, drying time and temperature were kept the same in all synthetic processes used. The pH of aqueous solutions was adjusted in the range of 10-12 by the dropwise addition of NH 4 OH solution. For mixed (organic/water) solvent systems, NH 4 OH was added into 5 ml of water and then diluted with the organic solvent. CNTH (100 mmol) was dissolved in water, THF or DMF while DAHP (60 mmol) was dissolved in water to reach the final concentration of 0.5 M each. CNTH solution was introduced into a 500 ml three-neck round bottom Pyrex flask, equipped with an overhead stirrer, addition funnel and thermometer. DAHP solution was added with an addition rate of approximately 40 drops min −1 through an addition funnel while the mixture was vigorously stirred at 250 r.p.m. Water bath was used to maintain the temperature at 40 ± 2°C. After complete addition of DAHP solution, reaction was continued for additional 4 h. The products obtained were filtered through a filter paper (Filter-lab 1525), washed several times with cold distilled water and then dried in an air oven at 60°C for 24 h. All powders obtained were calcined in a furnace at 500°C for 2 h, which was heated with a heating rate of 10°C min −1 . After calcination, the powders were directly used for characterization.
Characterization techniques
Attenuated total reflectance (ATR) FTIR spectra were acquired on a Thermo Scientific iS50 FTIR with ATR attachment. Absorption spectra were collected by obtaining 64 scans at autogain with a resolution of 2 cm −1 . X-ray diffractograms were obtained using a Bruker D8 Discover XRD system. Cu-Kα X-ray generator with a wavelength of 1.54184 Å at a voltage 40 kV and 40 mA current was used. Surface and morphological analyses were conducted using a Zeiss Ultra Plus field emission scanning electron microscope (FESEM) equipped with an energy dispersive X-ray detector for elemental analysis. Powder sample was dispersed in formic acid to obtain a 0.1% (w/w) suspension, which was spin coated on silicon wafer to make the surface fairly conductive without using gold/carbon sputtering. Secondary electron (SE) detector images were obtained to analyse the morphology of the nanoparticles obtained. Raman analysis was performed on a Renishaw Invia-Raman microscope by using either 532 or 785 nm laser sources. Ca/P atomic ratio was determined by XRF using a Bruker Tiger S8 instrument.
Results and discussion
X-ray diffraction analysis
Crystallographic structures of calcium phosphate powders synthesized were determined by wide angle XRD analysis. Diffractograms for different samples are reproduced in figure 2 , where characteristic peaks for HA are shown with red arrows and peaks for β-calcium pyrophosphate (β-CPF) are marked with black arrows at their corresponding 2θ angles.
XRD patterns for all samples were analysed through DIFFRACT.SUITE EVA v.4.2. Samples were compared with database, matched with cards for HA (PDF-04-014-8416) and β-CPF (PDF-00-009-0346), and diffractograms are provided in the electronic supplementary material. Diffraction peaks for HA and β-CPF crystal planes along with h, k, l indices, d spacing value and their respective angles are tabulated in table 1.
Attenuated total reflectance Fourier transform infrared analysis
To identify the characteristic functional groups in the powders synthesized, FTIR spectroscopy was used. The spectra obtained for the products synthesized in water, THF and DMF solvent systems are provided in figure 3 .
As can clearly be seen in figure 3 , strong symmetrical and asymmetrical PO 4 3− stretching modes characterized by complex bands in the region of 1200-900 cm −1 , which are typically associated with HA, are observed for all products. stretching modes [36] . These bands are observed significantly only in the water-based synthesis due to the large presence of β-CPF phase. Very weak signal at 719 cm −1 as indicated by black arrow head was present in DMF-based synthesis. Additionally, various other absorption bands were also observed in the range of 1470-1400 cm −1 as can be seen in the inset in figure 3 . These bands appearing at 1413, 1447 and 1458 cm −1 can be assigned to CO 3 2− [38, 39] . This is probably due to the absorption of carbon dioxide from atmosphere, which interacts with nano-HA powders. THF-based system shows more carbonate presence than others because hydroxides have very high affinity to carbonate, especially at high pH values. This suggests that some tracing amounts of PO 4 3− have been substituted by carbonate [22] . Ambient CO 2 dissolved can be limited by either performing the reaction under nitrogen atmosphere or sintering the synthesized powder at elevated temperature. Replacement of CO 3 2− with PO 4 3− enhances HA dissolution and results in the reduction of the crystallite size [40] .
Raman analysis
Owing to the differences in the bonding structures of various calcium phosphates present in the powders produced by using different solvent systems, we used Raman spectroscopy to distinguish them from each other. Raman spot analysis and Raman mapping were performed for all samples. Raman spectra are provided in figure 4 , whereas the Raman mapping data are provided in figure 5 . Raman spectra for powders synthesized in THF and water were obtained by using solid-state laser of 532 nm wavelength having beam size of 1.5-2 µm in diameter, while for DMF-based samples analysis was done with line laser (785 nm) of dimensions 1.5-2 × 20 µm. As DMF-based system has more mixed phases, we also accordingly analysed it through the line laser to get signals from the minor phase of β-CPF. Raman peaks for β-CPF appear at 515, 735, 1001, 1158, 1166 and the most dominating peak at 1045 cm −1 as indicated by black arrow heads in figure 4 , while for HA, peaks appear at 590, 1047, 1076 and the major peak at 962 cm −1 [3, 41] . Sample prepared in THF displayed a single major Raman absorption peak centred at 962 cm −1 and three very small peaks at 590, 1047 and 1076 cm −1 , clearly indicating the formation of HA only. On the other hand, the major peak for the sample prepared in water was at 1045 cm −1 , with smaller absorption peaks at 735 and 962 cm −1 and fairly small peaks at 515, 1158 . XRD analysis of calcined calcium phosphate powders synthesized by using water, THF and DMF as the reaction co-solvent. Table 1 . XRD analysis of HA and β-CPF. and 1166 cm −1 . These spectral data demonstrate that the major product formed in aqueous medium is β-CPF, with minor amount of HA. In DMF-based samples, analyses were performed at two different points that yielded different spectra indicating the presence of a minor amount of β-CPF phase mixed with the bulk HA phase. In DMF-2 spectrum (figure 4), only peaks for HA phase were observed, whereas for another spot analysis (DMF-1 spectrum), peaks for both HA and β-CPF were observed. Results of Raman spectral analyses confirm that THF-based synthesis resulted in only HA phase formation, waterbased synthesis yielded larger phase of β-CPF and a minor phase of HA while DMF-based synthesis generated larger phase of HA and a minor phase of β-CPF.
Raman spot analysis and mapping is a powerful tool for checking the purity of the materials synthesized by technically selecting appropriate irradiated laser type and analysis parameters. Even if a material is in the powder form and it is 'XRD amorphous' (i.e. does not produce distinct XRD peaks) it can still have strong peaks in a Raman spectrum because Raman scattering is sensitive to ordering within atomic clusters while XRD is at larger scale [3] . As shown in figure 5 , Raman mapping was also performed using 532 nm laser to show the presence of different phases in the samples. Red colour shows the presence of HA and green colour represents the β-CPF phase in the calcium phosphate mixture. In water-based synthesis, we can clearly see the mixture of HA and β-CPF, in DMF-based synthesis, a fairly minor phase of β-CPF is present as indicated by the black arrows, whereas the product obtained in THFbased synthesis consists of purely HA phase. These results strongly confirm our hypothesis that phase of synthesized calcium phosphate depends on the nature and properties of the solvent media, when other processing conditions (such as temperature, time) are kept constant.
Surface analysis
SE images of the synthesized calcium phosphate powders were collected using FESEM. All three powders were dispersed in formic acid at a concentration of 0.1 wt% and spin coated at 1000 r.p.m. for 70 s on cleaned silicon wafers. After completely evaporating the solvent in a vacuum oven, samples were analysed at accelerating voltage of 2 kV without gold/carbon sputtering. Acquired SE images are provided in figure 6 . As can clearly be seen in figure 6a ,b, in water-based synthesis, formation of biphasic calcium phosphate showing different morphologies was observed, where plate-like structure corresponds to β-CPF (figure 6a). HA was observed as larger, spherical particles with fairly uniform sizes when compared to other samples (figure 6b). Higher amount of β-CPF was found to be present in the waterbased sample as compared to HA. In DMF-based synthesis, only spherical particles were observed in the SEM images (figure 6c) corresponding to HA particles; however, a broader particle size distribution was also observed. In THF-based synthesis spherical HA particles with fairly homogeneous size distribution were observed in SEM (figure 6d). These SEM results strongly support the results obtained from FTIR, XRD and Raman studies, clearly showing the formation of fairly pure HA in THF solution, while the water-based synthesis yields large amounts of β-CPF and minor amount of HA. DMF-based product comprises mainly HA with a small amount of β-CPF.
Effect of solvent on physical and chemical properties
As we have demonstrated, the dielectric constant and polarity of the reaction solvent have a critical effect on the nature of the product obtained during the synthesis of calcium phosphate through sol-gel process. Solvent can influence the reaction rate and hydrolysis thus ultimately the structure of the synthesized material [42, 43] . Dielectric constant of a solvent, which is related to the strength of its intermolecular forces and polarity, determines the efficiency of the solvent in separating the electrolytes into ions. Solvents with high dielectric constants favour complete dissociation of electrolytes, while solvents with low dielectric constant cause ion pairing. Dielectric constant of solvent mixture can be calculated as a simple additive function of weighted average of the dielectric constants of the components [44, 45] . Calculated dielectric constant values for all three reaction schemes are given in table 2. As Ca/P ratio for β-CPF and HA is 1 and 1.67, respectively, keeping all other parameters constant, we believe that as the polarity of the reaction medium increases, reaction rate also increases, resulting in the formation of higher amounts of β-CPF rather than HA. Hence, concentration of individual phase in a multiphasic calcium phosphate synthesis can be monitored by carefully controlling the polarity and the dielectric constant of the solvent mixture. Surface area (S BET ) and average particle sizes were determined by N 2 adsorption Water-based synthesis yields a powder with large plate-like structure for β-CPF as compared to smaller spherical shaped HA particles in the other two solvents systems. Average particle size is very high when compared to the others and hence very low surface area. Average particle size in THF-based synthesis is slightly larger than DMF-based system due to low rate of reaction [46] . Results obtained in THF-and DMF-based synthesis are almost comparable. Elemental analysis of the products obtained was conducted using XRF and calculated Ca/P values are provided in table 2. In water-based synthesis, the ratio is quite low, 1.07, because of the presence of larger β-CPF phase with a Ca/P molar ratio of 1. DMF-based synthesis has a much higher Ca/P ratio of 1.45, where HA is the major and β-CPF is the minor product. THF-based synthesis yielded the maximum value of Ca/P ratio of 1.78, clearly indicating the formation of pure HA. Slightly higher Ca/P value of this system compared to the theoretical Ca/P value of 1.67 for pure HA phase can be due to the replacement of the phosphate groups with carbonates, as discussed in the ATR-FTIR section.
Broadening of the X-ray reflection peaks can be used to estimate the crystallite size in a direction vertical to the crystallographic phase by using Debye-Scherrer equation [47] 
where D is the size in Å, k the shape factor and its value was used as 1 for THF-and DMF-based synthesized powder and 0.89 for water-based powder due to the morphology difference. λ is the wavelength used, which is 1.54184 Å, θ is the diffraction angle and β 1/2 is the selected diffraction peak width at half height expressed in radians. (002) and (201) peaks were selected for HA and β-CPF crystal size calculation because of their prominent and distinct nature. Crystallite size and per cent crystallinity for each synthesized powder were calculated/estimated using Diffract Eva ® software and results are given in table 2. Relatively smaller crystallite size and highest amount of crystallinity were observed in water-based calcium phosphate powder due to the presence of a fairly large β-CPF phase in the mixture. The reaction rate was highest among all reaction schemes due to the highest polarity and dielectric constant of the system that ultimately led to calcium pyrophosphate crystal growth instead of HA.
Conclusion
In this study, critical influence of the dielectric constant and polarity of the reaction solvent on calcium phosphate synthesis was explored. Main aim of the study was the investigation of the solvent effect on the synthesis of HA with a Ca/P ratio of 1.67 through a sol-gel process. This was achieved by reacting 'Ca' and 'P' precursors in different solvent mixtures, where pure water, water/DMF and water/THF mixtures with different polarities and dielectric constants were used as the reaction media. After washing, drying and calcination of the synthesized powder, physical and chemical characterization was performed by FESEM, BET, ATR-FTIR, Raman, XRF and XRD techniques. Water-based reaction medium with highest dielectric constant yielded mainly β-CPF with a minor amount of HA. In DMF/water-based synthesis, HA was obtained as the major phase with a very minor amount of β-CPF. In THF/water solvent system with the lowest dielectric constant, pure HA was synthesized. Our results clearly show the significant effect of the dielectric constant and polarity of the reaction medium on calcium phosphate synthesis through sol-gel process, while keeping the other factors constant. By carefully controlling the solvent parameters, one can control the amount of different calcium phosphate phases produced, which may play critical roles for specific cellular activities and targeted applications.
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